: Schematic representation (A) and sequence (B) of the insertion of a kanamycin resistance cassette (orange) including two transcriptional terminators from the E. coli rrnB gene (underlined), into the Guanine quartet (G4) sequence of N. meningitidis strain 8013
are shown in underlined purple text. BamHI restriction sites used for cloning purposes are in lower case. (RecA6) and Mut_ery(RecA6) were obtained by transformation of WT_ery or Mut_ery with gDNA from 8013(RecA6). The pilE sequence of single colonies of transformants was determined and frozen stocks of the strains were prepared. Strains grown overnight on solid BHI media were used to inoculate BHI broth and grown to mid-log phase. IPTG was added to a final concentration of 1 mM to allow expression of RecA and pilE variation. For NaCl stress, the cultures were incubated with NaCl (0.5 M) together with IPTG for 10 min. The cultures were then serially diluted and plated onto BHI agar containing IPTG and grown overnight for 22 hours. Ninety six colonies of each strain from each condition were passaged onto BHI agar and incubated overnight. pilE was amplified by PCR from single colonies, sequenced and compared to the sequence of the parent colony. For 8013 and 8013ΔG4 the same assay was performed but without IPTG or NaCl. Signals were detected using a fluorescent image analyzer (Fuji FLA-5000), and quantified using AIDA image analyzer software. Band intensities were normalised to the respective tmRNA band intensities and expressed as a ratio to the normalised value of the first lane. Signals were detected using a fluorescent image analyzer (Fuji FLA-5000), and quantified using AIDA image analyzer software. Band intensities were normalised to the respective tmRNA band intensities and expressed as a ratio to the normalised value of the first lane. Proteins were detected with fluorescently labelled antibodies and bands were visualised and quantified using Odyssey® Sa Infrared Imaging System. Experiments were carried out in triplicate using strains from independent transformations. PilE band intensities were normalised to the respective GroEL band intensities and expressed as a ratio to the normalised PilE value of the first lane.
